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C. Reagents for RT-qPCR and qPCR
The reagents described here are for an experiment similar to Kuriyama et al. (2015) wherein we performed quantitation of gDNA for the nucleus and cytoplasmic RNA for the cytoplasm. However, we note the general lysing, fractionation, and preparation protocol described here is well applicable to other studies (e.g., analysis of nuclear versus cytoplasmic fractions of RNA from single cells). 4. Dry the microchannel by applying vacuum to reservoirs I and V for 1 min.
5. Load LE to reservoirs cNA, nNA and V, and apply vacuum to reservoirs I and B for approximately 1 min.
Video 1. Filling and preparation of microfluidic system
B. Loading single cell and extraction (Video 2)
The protocol described here ends up with 20 μl of cytoplasmic RNA sample. The protocol for 10 μl of cytoplasmic RNA sample is also available using the volumes in parentheses.
1.
Remove the residual solution from all the reservoirs and load 20 μl (10 μl) of LE to reservoirs cNA, nNA, and V, and 20 μl (10 μl) of TE to reservoir B. 6. Extract 20 μl (10 μl) of RNA sample from RNA Out and transfer to a PCR tube.
7. Mix 9 μl of RNA sample with an 11 μl of the RT-qPCR master mix.
8. Perform RT-qPCR and qPCR analysis with 20 μl of total assay volume. 
